supplemented for the low glucose experiments (Sigma, St. Louis, MO). Cells were regularly passaged with 0.05% Trypsin / EDTA (500 mg/ml Trypsin, 200 mg/ml EDTA) (Life Technologies, Grand Island, NY). All 'LTAT' cell lines were cultured in media containing 1 µg/mL ADI-PEG20 for at least 3 months before being utilized in experiments.
ADI-PEG20 was obtained from Polaris and used at a concentration of 1 µg/mL. Bis-2-(5-phenylacetamido-1,3,4-thiadiazol-2-yl)ethyl sulfide (BPTES), an allosteric glutaminase inhibitor, was prepared using previously reported methods (Shukla et al., 2012) . BPTES (obtained from Johns Hopkins University) was dissolved in DMSO and used at a concentration of 10 µM. Oligomycin (Sigma Aldrich, St. Louis, MO) was dissolved in DMSO and used at a concentration of 100 ng/mL in SKLMS1 lines, and 10 µg/mL in SKUT1 and SKMEL2 lines. Methotrexate was obtained from MP Biomedicals (Santa Ana, CA) and used at 50 nM in the SKMEL2 and SKLMS1 lines, and 100 nM in SKUT1. CBR- 
Cell counting experiments and propidium iodide flow cytometry experiments
During the routine cell culture splitting procedure, cell lines were plated in 6 well plates at 100,000 cells in 2 mL media. ADI-PEG20 (1 µg/mL), BPTES (10 µM), oligomycin (SKMEL2 and SKUT at 10 µg/mL, SKLMS1 at 100 ng/mL), CBR-5884 (WT versus LTAT experiments), or methotrexate was added at the time of plating. For the ADI-PEG20 + CBR-5884 synthetic lethality experiments, cells were plated with or without ADI-PEG20, and after 24 hours samples were treated with 20 µM CBR-5884, and the media was changed to DMEM (control samples) or glucose/glutamine free DMEM (experimental samples). Cell counts were taken as previously described at 24, 48, and 72 hours after the media was changed, and normalized to cell counts taken from 24 hour growth samples counted at the time the media was changed.
For FACS analysis, cell lines were plated at 100,000 cells per well, and incubated in various culture conditions for 72 hours (unless stated otherwise). Media was collected in a FACS tube and samples were washed with PBS. The PBS was transferred into the FACS tube, and 0.5 mL 0.05% Trypsin/EDTA was added to each well. Samples were incubated for 5 minutes at 37 o C, and diluted with 0.5 mL complete media before being transferred to the FACS tube. Wells were washed once with PBS, transferred to the FACS tube, and centrifuged at 800g for 5 minutes at room temperature. The supernatant was aspirated off, and pellets were resuspended in 200 µL PBS (unstained control samples used for gating) or 200 µL of 1µg/mL propidium iodide dissolved in PBS. Flow cytometry was performed using a FACSCalibur (BD Biosciences, San Jose, CA, USA). Data were analyzed using FloJo software (Ashland, OR, USA).
Radiolabeled glutamine uptake measurements
Cell uptake assays in SLKMS1 WT cells with and without ADI-PEG20 treatment, as well as SKLMS1 LTAT cells, were performed in 24-well plates using a modification of previously reported procedures (Bouhlel et al., 2015 , Sai et al., 2013 ). After treatment ended, mice were sacrificed and tumors were harvested for western blot analysis.
Immunoblot analysis
Cell pellets were collected, lysed with RIPA buffer, sonicated and incubated on ice for 30 minutes. Samples were then centrifuged for 15 min, at 4°C and supernatants were collected. For analysis of xenograft protein expression, tumor slices were lysed in RIPA buffer for 30 minutes and 
